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MELANOMA ANTIGENS AND THEIR USE IN 
DIAGNOSTIC AND THERAPEUTIC 

METHODS 

This is a divisional of application Ser. No. 09/073,138 
?led May 5, 1998, herein incorporated by reference Which is 
a continuation-in-part of US. patent application Ser. No. 
08/417,174 ?led Apr. 5, 1995 now US. Pat. No. 5,844,075, 
Which is a continuation-in-part of US. patent application 
Ser. No. 08/231,565 ?led on Apr. 22, 1994, now US. Pat. 
No. 5,876,560, Which is herein incorporated by reference in 
its entirety. 

FIELD OF THE INVENTION 

This invention is in the ?eld of prevention and treatment 
of human cancers. More speci?cally, this invention relates to 
genes encoding melanoma antigens recogniZed by T-Cells 
and their corresponding proteins and to preventative, diag 
nostic and therapeutic applications Which employ these 
genes or proteins. 

BACKGROUND OF THE INVENTION 

Melanomas are aggressive, frequently metastatic tumors 
derived from either melanocytes or melanocyte related 
nevus cells (“Cellular and Molecular Immunology” (1991) 
(eds) Abbas A. K., Lechtman, A. H., Pober, J. S.; W.B. 
Saunders Company, Philadelphia: pages 340—341). Melano 
mas make up approximately three percent of all skin cancers 
and the WorldWide increase in melanoma is unsurpassed by 
any other neoplasm With the exception of lung cancer in 
Women (“Cellular and Molecular Immunology” (1991) (eds) 
Abbas, A. K., Lechtiman, A. H., Pober, J. S.; W.B. Saunders 
Company Philadelphia pages: 340—342; KirkWood and 
AgarWala (1993) Principles and Practice of Oncology 
7:1—16). Even When melanoma is apparently localiZed to the 
skin, up to 30% of the patients Will develop systemic 
metastasis and the majority Will die (KirkWood and Agar 
Wala (1993) Principles and Practice of Oncology 7:1—16). 
Classic modalities of treating melanoma include surgery, 
radiation and chemotherapy. In the past decade immuno 
therapy and gene therapy-have eterged as neW and promis 
ing methods for treating melanoma. 
T cells play an important role in tumor regression in most 

murine tumor models. Tumor in?ltrating lymphocytes (TIL) 
that recogniZe unique cancer antigens can be isolated from 
many murine tumors. The adoptive transfer of these TIL plus 
interleukin-2 can mediate the regression of established lung 
and liver metastases (Rosenberg, S. A., et al., (1986) Science 
233:1318—1321). In addition, the secretion of IFN-y by 
injected TIL signi?cantly correlates With in vivo regression 
of murine tumors suggesting activation of T-cells by the 
tumor antigens. (Barth, R. J., et al., (1991) J. Exp. Med. 
173:647—658). The knoWn ability of tumor TIL to mediate 
the regression of metastatic cancer in 35 to 40% of mela 
noma patients When adoptively transferred into patients With 
metastatic melanoma attests to the clinical importance of the 
antigens recogniZed (Rosenberg, S. A., et al., (1988) N Engl 
J Med 319:1676—1680; Rosenberg S. A. (1992) J. Clin. 
Oncol. 10:180—199). 
T cell receptors on CD8+ T cells recogniZe a complex 

consisting of an antigenic peptide (9—10 amino acids for 
HLA-A2), [3-2 microglobulin and class I major histocom 
patibility complex (MHC) heavy chain (HLA-A, B, C, in 
humans). Peptides generated by digestion of endogenously 
synthesiZed proteins are transported into the endoplastic 
reticulum, bound to class I MHC heavy chain and [32 
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2 
microglobulin, and ?nally expressed in the cell surface in the 
groove of the class I MHC molecule. Therefore, T cells can 
detect molecules that originate from proteins inside cells, in 
contrast to antibodies that detect intact molecules expressed 
on the cell surface. Therefore, antigens recogniZed by T cells 
may be more useful than antigens recogniZed by antibodies. 

Strong evidence that an immune response to cancer exists 
in humans is provided by the existence of lymphocytes 
Within melanoma deposits. These lymphocytes, When 
isolated, are capable of recogniZing speci?c tumor antigens 
on autologous and allogeneic melanomas in an MHC 
restricted fashion. (Itoh, K. et al. (1986), Cancer Res. 46: 
3011—3017; Muul, L. M., et al. (1987), J. Immunol. 
138:989—995); Topalian, S. L., et al., (1989) J. Immunol. 
142: 3714—3725; DarroW, T. L., et al., (1989) J. Immunol. 
142: 3329—3335; Hom, S. S., et al., (1991) J. Immunother. 
10:153—164; KaWakami, Y., et al., (1992) J. Immunol. 148: 
638—643; Hom, S. S., et al., (1993) J. Immunother. 
13:18—30; O’Neil, B. H., et al., (1993) J. Immunol. 151: 
1410—1418). TIL from patients With metastatic melanoma 
recogniZe shared antigens including melanocyte-melanoma 
lineage speci?c tissue antigens in vitro (KaWakami, Y., et al., 
(1993) J. Immunother. 14: 88—93; Anichini, A. et al., (1993) 
et al., J. Exp. Med. 177: 989—998). Anti-melanoma T cells 
appear to be enriched in TIL probably as a consequence of 
clonal expansion and accumulation at the tumor site in vivo 
(Sensi, M., et al., (1993) J. Exp. Med. 178:1231—1246). The 
fact that many melanoma patients mount cellular and 
humoral responses against these tumors and that melanomas 
express both MHC antigens and tumor associated antigens 
(TAA) suggests that identi?cation and characteriZation of 
additional melanoma antigens Will be important for immu 
notherapy of patients With melanoma. 

Peripheral blood lymphocytes have been used to identify 
potential melanoma tumor antigens. Van Der Bruggen et al. 
(1991) Science 254: 1643—1647 has characteriZed a gene 
coding for a melanoma antigen, designated MAGE-1, using 
T cell clones established from the peripheral blood of 
patients Who Were repetitively immuniZed in vivo With 
mutageniZed tumor cells. Cytotoxic T-cells derived from the 
peripheral blood lymphocytes of patients With melanoma 
Were used to identify a potential antigenic peptide encoding 
MAGE-1 (Traversari, C., et al. (1992) J. Exp. Med. 
176:1453—1457). Brichard et al. (1993) J. Exp. Med. 
178:489—495 has also characteriZed a gene encoding a 
melanoma antigen designated tyrosinase using peripheral 
blood lymphocytes from patients Who Were sensitiZed by 
repetitive in vitro stimulation With tumor. Further support 
for the therapeutic potential of melanoma antigens is pro 
vided by BroWn et al. (US. Pat. No. 5,262,177). BroWn et 
al. (US. Pat. No. 5,262,177) relates to a recombinant 
vaccinia virus-based melanoma vaccine Where the mela 
noma antigen p97 is reported to shoW a protective effect 
from tumor cell challenge in a murine model. CharacteriZa 
tion of additional melanoma antigens is important for the 
development of neW strategies for cancer immunotherapy, in 
particular for melanoma. 

SUMMARY OF THE INVENTION 

This invention relates, in general, to nucleic acid 
sequences encoding melanoma antigens recogniZed by 
T-lymphocytes (MART-1) and protein and peptides encoded 
by these sequences. This invention further provides bioas 
says for these nucleic acid sequences, proteins and peptides. 
This invention also provides peptides Which have been 
derived from the MART-1 amino acid sequence and modi 
?ed to enhance their immunogenocity. This invention also 
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provides therapeutic uses for the nucleic acid sequences, 
proteins, peptides or modi?ed peptides described herein. 

It is a general object of the present invention to provide a 
substantially puri?ed and isolated nucleic acid sequence 
Which encodes for the MART-1 melanoma antigen. 

It is another object of this invention to provide a recom 
binant molecule comprising a vector and all or part of the 
nucleic acid sequence encoding MART-1. 

It is another object of this invention to produce recombi 
nant proteins encoded by all or part of the nucleic acid 
sequence encoding MART-1. 

It is a further object of this invention to provide mono 
clonal or polyclonal antibodies reactive With the MART-1 
protein, peptides or portions thereof. 

It is an object of this invention to provide methods of 
detecting the MART-1 gene or MART-1 mRNA in a bio 
logical sample. 

It is another object of this invention to provide methods of 
detecting the MART-1 protein or peptides in a biological 
sample. 

It is an object of this invention to provide diagnostic 
methods for human disease, in particular for melanomas and 
metastatic melanomas. 

It is a further object of this invention to provide methods 
for prophylactic or therapeutic uses involving all or part of 
the nucleic acid sequence encoding MART-1 and its corre 
sponding protein or peptides derived from the MART-1 
amino acid sequence. 

It is also an object of this invention to provide melanoma 
vaccines comprising all or part of the nucleic acid sequence 
encoding MART-1 or its corresponding protein for prevent 
ing or treating melanoma. 

It is a further object of this invention to provide immu 
nogenic peptides derived from the MART-1 protein 
sequence for use in vaccines. 

It is yet another object of this invention to provide 
peptides derived from the MART-1 protein sequence Which 
have been modi?ed to increase their immunogenicity or 
enhance induction of antimelanoma immune response by 
enhancing their binding to MHC molecules, for use in the 
prophylactic or therapuetic mothods described herein. 

In addition, it is another object of this invention to provide 
multivalent vaccines comprising all or part of the MART-1 
nucleic acid sequence or its corresponding protein or pep 
tides and at least one other immunogenic molecule capable 
of eliciting the production of antibodies in a mammal to 
melanoma antigens. 

It is another object of this invention to provide a method 
for preventing or treating melanoma utiliZing all or part of 
the MART-1 nucleic acid sequence or its corresponding 
protein in gene therapy protocols. 

It is a further object of this invention to provide immu 
nogenic peptides derived from a gp100 melanoma antigen 
protein sequence for use in vaccines. 

It is yet another object of this invention to provide 
peptides derived from a gp100 melanoma antigen sequence 
Which have been modi?ed to increase their immunogenicity 
or enhance induction of antimelanoma immune response by 
enhancing binding to MHC molecules for use in the pro 
phylactic and therapeutic methods described herein 

It is yet another object of this invention to provide a 
method of prophylactic or therapeutic immuniZation for 
melanoma using the vaccines described herein. 

It is a further object of this invention to provide a method 
of identifying melanoma antigens that Would constitute 
potential targets for immunotherapy. 
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It is yet another object of this invention to provide a 

method of identifying candidate immunogenic peptides 
derived from either the MART-1 or gp100 sequences for use 
in immunotherapy. 

DESCRIPTION OF THE FIGURES 

FIG. 1 shoWs the nucleotide and predicted amino acid 
sequence of the cDNA encoding the MART-1 antigen. The 
hydrophobic region is underlined. 

FIG. 2 shoWs titration of MART-1 peptides for recogni 
tion by TIL. T2 cells Were incubated With varied concen 
trations of the puri?ed MART-1 peptides, M9-1, M9-2, 
M9-3, M10-2, M10-3, M10-4 and M10-5, and lysis by TIL 
clone A42 or TIL line TIL1235 Was measured by 4h-51Cr 
release cytotoXicity assay at an E (EFFECTOR):T 
(TARGET) ratio of 20:1 for A42 and 40:1 for TIL1235. 
Peptide M9-2 sensitiZed T2 cells at a concentration of 1 
ng/ml. The puri?ed peptide M10-4 Was recogniZed by 
TIL1235, but not by A42. (M9-1 |-|, M9-2 O-O, M9-3 I-I, 
M10-2 A-A, M10-3 Y-Y, M10-4 I -I , M10-5 +-+). 

FIG. 3A shoWs a radionuclide scan of patient 1200 With 
metastatic melanoma after receiving the adoptive transfer of 
autologous 111In labeled TIL1200. The arroW indicates one 
of the areas of TIL accumulation corresponding to a meta 
static lesion in the left thigh. 

FIG. 3B shoWs regression of subcutaneous metastatic 
tumors folloWing treatment With TIL1200 plus IL-2. Treat 
ment began on day 0. 

FIG. 4 shoW the nucleic acid sequence of the full length 
cDNA25. The start and stop codons are underlined. 

FIG. 5A shoWs amino acid sequence of the full length 
cDNA25. The antigenic peptide is underlined. 

FIG. 5B shoWs comparison of the amino acid sequence of 
the full length cDNA25 (cDNA25FL), the truncated form of 
cDNA25 (cDNA25TR), Pmel17, ME20 and gp100. (O 
indicates deletion; — indicates identity). 

FIG. 6 shoWs northern blot analysis of melanoma and 
neonatal melanocyte cell lines and various fresh tissues 
(10—20 ug of total RNA) With a cDNA25 probe(the Sal I 
digested fragment of pCRII-cDNA25) and the [3-actin probe 
(Clontech). C32, 586mel melanoma cell lines and 
NHEM529, NHEM530 neonatal melanocyte cell lines Were 
very Weak positive. 

DETAILED DESCRIPTION OF THE 
INVENTION 

For the purpose of a more complete understanding of the 
invention, the folloWing de?nitions are described herein. 
Nucleic acid sequences includes, but is not limited to, DNA, 
RNA or cDNA. Nucleic acid sequence as used herein refers 
to an isolated and puri?ed nucleic acid sequence. MART-1 
messenger RNA (mRNA) refers to one or more RNA 
transcripts Which are a product of the MART-1 gene. Sub 
stantially homologous as used herein refers to substantial 
correspondence betWeen the nucleic acid sequence of 
MART-1 shoWn in FIG. 1 (SEQ ID NO:1) and that of any 
other nucleic acid sequence. Substantially homologous 
means about 50—100% homologous homology, preferably 
by about 70—100% homology, and most preferably about 
90—100% homology betWeen the MART-1 sequence and 
that of any other nucleic acid sequence. In addition, sub 
stantially homologous as used herein also refers to substan 
tial correspondences betWeen the amino acid sequence of the 
MART-1 antigen shoWn in FIG. 1 (SEQ ID NO:2) and that 
of any other amino acid sequence. 
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Major Histocompatibility Complex (MHC) is a generic 
designation meant to eicompass the histo-compatibility anti 
gen systems described in different species including the 
human leucocyte antigens (HLA). 

The term melanoma includes, but is not limited to, 
melanomas, metastatic melanomas, melanomas derived 
from either melanocytes or melanocytes related nevus cells, 
melanocarcinomas, melanoepitheliomas, melanosarcomas, 
melanoma in situ, super?cial spreading melanoma, nodular 
melanoma, lentigo maligna melanoma, acral lentiginous 
melanoma, invasive melanoma or familial atypical mole and 
melanoma (FAM-M) syndrome. Such melanomas in mam 
mals may be caused by, chromosomal abnormalities, degen 
erative groWth and developmental disorders, mitogenic 
agents, ultraviolet radiation (UV), viral infections, inappro 
priate tissue expression of a gene, alterations in expression 
of a gene, or carcinogenic agents. The aforementioned 
melanomas can be diagnosed, assessed or treated by meth 
ods described in the present application. 
By atypical mole We mean a mole With features that are 

abnormal and may be precancerous. 
By melanoma antigen or immunogen We mean all or parts 

thereof of the MART-1 protein or peptides based on the 
MART-1 protein sequence capable of causing a cellular or 
humoral immune response in a mammal. Such antigens may 
also be reactive With antibodies from animals immuniZed 
With all, part or parts of the MART-1 protein (SEQ ID 
NO:2). Such a protein or peptide may be encoded by all or 
part of the MART-1 nucleic acid sequence of this invention. 
By immunogenic peptide We mean a peptide derived from 

the MART-1 protein sequence (FIG. 1; SEQ ID NO. 2) or a 
gp100 protein sequence (FIG. 5A; SEQ ID NO:27) capable 
of causing a cellular or humoral immune response in a 
mammal. Such peptides may be reactive With antibodies 
from an animal immuniZed With the peptides. Such peptides 
are about 5—20 amino acid in length preferably about 8 to 15 
amino acids in length, and most preferably about 9—10 
amino acids in length. 
One skilled in the art Will understand that the bioassays of 

the present invention may be used in the analysis of bio 
logical samples or tissues from any vertebrate species. In a 
preferred embodiment, mammalian biological samples or 
tissues are analyZed. 

Tissue includes, but is not limited to, single cells, Whole 
organs and portions thereof. Biological samples include, but 
are not limited to, tissues, primary cultures of mammalian 
tissues, biopsy specimens, pathology specimens, and 
necropsy specimens. Mammal includes but is not limited to, 
humans, monkeys, dogs, cats, mice, rats, pigs, coWs, pigs, 
horses, sheep and goats. 

The present invention provides a nucleic acid sequence 
Which encodes a novel melanoma antigen recogniZed by T 
cells. This novel melanoma antigen designated MART-1 ( 
melanoma antigen recognized by I-Cells-l). MART-1 
shoWs no signi?cant homology to any knoWn melanoma 
antigen and thus represents a neW melanoma antigen. The 
MART-1 antigen contains a highly hydrophobic region from 
amino acids 27 to 47 (SEQ ID. NO:2) folloWed by three 
arginine residues, suggestive of a transmembrane protein. 
Although no signi?cant homology exists to the entire protein 
there is a 27 amino acid segment (amino acids 57—83; SEQ 
ID. NO:2) that is 37% identical to a Type II membrane 
protein previously recogniZed as mouse natural killer cell 
surface protein NKR-Pl (Yokoyama, W. M., et al. (1991),]. 
Immunol. 147:3229—3236). MART-1 does not contain a 
leader sequence characteristic of many Type I membrane 
proteins (Singer, S. J. (1990) Annu. Rev. Cell Biol. 6: 
247—296). 
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MART-1 RNA expression appears to be restricted to fresh 

and cultured melanoma and melanocyte cell lines and 
human retina; expression has not been found in any other 
fresh or cultured tissues or other tumor histologies tested. 
The CDNA sequence for MART-1 is shoWn in FIG. 1 (SEQ 
ID NO:1), the deduced amino acid sequence for the MART-1 
protein is also shoWn in FIG. 1 (SEQ ID NO.:1). 

The nucleic acid sequence for MART-1 shoWn in FIG. 1 
(SEQ ID NO.:1), represents a preferred embodiment of the 
invention. It is, hoWever, understood by one skilled in the art 
that due to the degeneracy of the genetic code variations in 
the cDNA sequence shoWn in FIG. 1 (SEQ ID NO.:1) Will 
still result in a DNA sequence capable of encoding the 
MART-1 protein antigen. Such DNA sequences are therefore 
functionally equivalent to the sequence set forth in FIG. 1 
(SEQ ID NO.:1) and are intended to be encompassed Within 
the present invention. Further, a person of skill in the art Will 
understand that there are naturally occurring allelic varia 
tions in a given species of the MART-1 nucleic acid 
sequence shoWn in FIG. 1 (SEQ ID NO.:1), these variations 
are also intended to be encompassed by the present inven 
tion. 
The predicted MART-1 antigen is a 118 amino acid 

protein of about 13 (kd). This invention further includes 
MART-1 protein or peptides or analogs thereof having 
substantially the same function as the MART-1 antigen or 
protein of this invention. Such proteins or polypeptides 
include, but are not limited to, a fragment of the protein, or 
a substitution, addition or deletion mutant of the MART-1 
protein. This invention also encompasses proteins or pep 
tides that are substantially homologous to the MART-1 
antigen. Substantially homologous means about 50—100% 
homology, preferably about 70—100% homology, and most 
preferably about 90—100% homology betWeen the MART-1 
and any another amino acid sequence or protein or peptide. 
The term “analog” includes any polypeptide having an 

amino acid residue sequence substantially identical to the 
MART-1 sequence speci?cally shoWn herein (FIG. 1; SEQ 
ID NO:1) in Which one or more residues nave been conser 
vatively substituted With a functionally similar residue and 
Which displays the functional aspects of the MART-1 anti 
gen as described herein. Examples of conservative substi 
tutions include the substitution of one non-polar 
(hydrophobic) residue such as isoleucine, valine, leucine or 
methionine for another, the substitution of one polar 
(hydrophilic) residue for another such as betWeen arginine 
and lysine, betWeen glutamine and asparagine, betWeen 
glycine and serine, the substitution of one basic residue such 
as lysine, arginine or histidine for another, or the substitution 
of one acidic residue, such as aspartic acid or glutamic acid 
or another. 

The phrase “conservative substitution” also includes the 
use of a chemically derivatiZed residue in place of a non 
derivatiZed residue. “Chemical derivative” refers to a sub 
ject polypeptide having one or more residues chemically 
derivatiZed by reaction of a functional side group. Examples 
of such derivatiZed molecules include for example, those 
molecules in Which free amino groups have been derivatiZed 
to form amine hydrochlorides, p-toluene sulfonyl groups, 
carbobenZoxy groups, t-butyloxycarbonyl groups, chloro 
acetyl groups or formyl groups. Free carboxyl groups may 
be derivatiZed to form salts, methyl and ethyl esters or other 
types of esters or hydraZides. Free hydroxyl groups may be 
derivatiZed to form O-acyl or O-alkyl derivatives. The 
imidaZole nitrogen of histidine may be derivatiZed to form 
N-im-benZylhistidine. Also included as chemical derivatives 
are those proteins or peptides Which contain one or more 
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naturally-occurring amino acid derivatives of the twenty 
standard amino acids. For examples: 4-hydroxyproline may 
be substituted for proline; 5-hydroxylysine may be substi 
tuted for lysine; 3-methylhistidine may be substituted for 
histidine; homoserine may be substituted for serine; and 
ornithine may be substituted for lysine. Proteins or polypep 
tides of the present invention also include any polypeptide 
having one or more additions and/or deletions or residues 
relative to the sequence of a polypeptide Whose sequence is 
encoded is the DNA of MART-1, so long as the requisite 
activity is maintained. 

This invention also provides a recombinant DNA mol 
ecule comprising all or part of the MART-1 nucleic acid 
sequence (SEQ. ID NO.:1) and a vector. Expression vectors 
suitable for use in the present invention may comprise at 
least one expression control element operationally linked to 
the nucleic acid sequence. The expression control elements 
are inserted in the vector to control and regulate the expres 
sion of the nucleic acid sequence. Examples of expression 
control elements include, but are not limited to, lac system, 
operator and promoter regions of phage lambda, yeast 
promoters and promoters derived from polyoma, 
adenovirus, retrovirus or SV40. Additional preferred or 
required operational elements include, but are not limited to, 
leader sequence, termination codons, polyadenylation sig 
nals and any other sequences necessary or preferred for the 
appropriate transcription and subsequent translation of the 
nucleic acid sequence in the host system. It Will be under 
stood by one skilled in the art the correct combination of 
required or preferred expression control elements Will 
depend on the host system chosen. It Will further be under 
stood that the expression vector should contain additional 
elements necessary for the transfer and subsequent replica 
tion of the expression vector containing the nucleic acid 
sequence in the host system. Examples of such elements 
include, but are not limited to, origins of replication and 
selectable markers. It Will further be understood by one 
skilled in the art that such vectors are easily constructed 
using conventional methods (Ausubel et al., (1987) in “Cur 
rent Protocols in Molecular Biology”, John Wiley and Sons, 
NeW York, NY.) or commercially available. 

Another aspect of this invention relates to a host organism 
into Which recombinant expression vector containing all or 
part of the MART-1 nucleic acid sequence has been inserted. 
The host cells transformed With the MART-1 nucleic acid 
sequence of this invention include eukaryotes, such as 
animal, plant, insect and yeast cells and prokaryotes, such as 
E. coli. The means by Which the vector carrying the gene 
may be introduced into the cell include, but are not limited 
to, microinjection, electroporation, transduction, or transfec 
tion using DEAE-dextran, lipofection, calcium phosphate or 
other procedures knoWn to one skilled in the art (Sambrook 
et al. (1989) in “Molecular Cloning. ALaboratory Manual”, 
Cold Spring Harbor Press, PlainvieW, 

In a preferred embodiment, eukaryotic expression vectors 
that function in eukaryotic cells are used. Examples of such 
vectors include, but are not limited to, retroviral vectors, 
vaccinia virus vectors, adenovirus vectors, herpes virus 
vector, foWl pox virus vector, bacterial expression vectors, 
plasmids, such as pcDNA3 (Invitrogen, San Diego, Calif.) 
or the baculovirus transfer vectors. Preferred eukaryotic cell 
lines include, but are not limited to, COS cells, CHO cells, 
HeLa cells, NIH/3T3 cells, 293 cells (AT CC# CRL1573), T2 
cells, dendritic cells, or monocytes. In a particularly pre 
ferred embodiment the recombinant MART-1 protein 
expression vector is introduced into mammalian cells, such 
as NIH/3T3, COS, CHO, 293 cells (ATCC #CRL 1573), T2 
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cells, dendritic cells, or monocytes to ensure proper pro 
cessing and modi?cation of the MART-1 protein. In an 
alternative embodiment the MART-1 cDNA is introduced 
into COS7 (GluZman, Y. et al. (1981) Cell 23: 175—182). The 
choice of an appropriate cell is Within the skill of a person 
in the art. 

In one embodiment the expressed recombinant MART-1 
protein may be detected by methods knoWn in the art Which 
include Coomassie blue staining and Western blotting using 
antibodies speci?c for the MART-1 protein. 

In a further embodiment, the recombinant protein 
expressed by the host cells can be obtained as a crude lysate 
or can be puri?ed by standard protein puri?cation proce 
dures knoWn in the art Which may include differential 
precipitation, molecular sieve chromatography, ionexchange 
chromatography, isoelectric focusing, gel electrophoresis, 
af?nity, and immunoaf?nity chromatography and the like. 
(Ausubel et. al., (1987) in “Current Protocols in Molecular 
Biology” John Wiley and Sons, NeW York, In the case 
of immunoaf?nity chromatography, the recombinant protein 
may be puri?ed by passage through a column containing a 
resin Which has bound thereto antibodies speci?c for the 
MART-1 protein (Ausubel et. al., (1987) in “Current Proto 
cols in Molecular Biology” John Wiley and Sons, NeW York, 
NY). 
The nucleic acid sequence or portions thereof, of this 

invention are useful as probes for the detection of expression 
of the MART-1 gene in normal and diseased tissue. 
Therefore, another aspect of the present invention relates to 
a bioassay for detecting messenger RNA encoding the 
MART-1 protein in a biological sample comprising the steps 
of (a) contacting all or part of the nucleic acid sequence of 
this invention With said biological sample under conditions 
alloWing a complex to form betWeen said nucleic acid 
sequence and said messenger RNA, (b) detecting said com 
plexes and, (c) determining the level of said messenger 
RNA. 
RNA can be isolated as Whole cell RNA or as poly(A)+ 

RNA. Whole cell RNA can be isolated by a variety of 
methods knoWn to those skilled in the art. (Ausubel et al., 
(1987) on “Current Protocols in Molecular Biology”, John 
Wiley and Sons, NeW York). Such methods include extrac 
tion of RNA by differential precipitation (Birnboim, H. C. 
(1988) Nucleic Acids Res., 16:1487—1497), extraction of 
RNA by organic solvents (ChomcZynski, P. et al. (1987) 
Anal. Biochem., 162:156—159) and the extraction of RNA 
With strong denaturants (ChirgWin, J. M. et al. (1979) 
Biochemistry, 18:5294—5299). Poly(A)+ RNA can be 
selected from Whole cell RNA by af?nity chromatography 
on oligo-d(T) columns (Aviv, H. et al. (1972) Proc. Natl. 
Acad. Sci., 69:1408—1412). Examples of methods for deter 
mining cellular messenger mRNA levels for step (c) include, 
but are not limited to Northern blotting (AlWine, J. C. et al. 
(1977) Proc. Natl. Acad. Sci., 74:5350—5354), dot and slot 
hybridiZation (Kafatos, F. C. et al. (1979) Nucleic Acids 
Res., 7:1541—1522), ?lter hybridiZation (Hollander, M. C. et 
al. (1990) Biotechniques; 9:174—179), RNase protection 
(Sambrook et. al., (1989) in “Molecular Cloning, A Labo 
ratory Manual”, Cold Spring Harbor Press, Plainview, NY), 
polymerase chain reaction (Watson, J. D. et al. (1992) in 
“Recombinant DNA” Second Edition, W.H. Freeman and 
Company, NeW York) and nuclear run-off assays (Ausubel 
et. al., (1987) in “Current Protocols in Molecular Biology” 
Supplement 9 (1990); John Wiley and Sons, NeW York, 
NY). 

Detection of complexes in Step (b) of the bioassay can 
also be carried out by a variety of techniques. Detection of 
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the complexes by signal ampli?cation can be achieved by 
several conventional labelling techniques including radiola 
bels and enZymes (Sambrook et. al., (1989) in “Molecular 
Cloning, A Laboratory Manual”, Cold Spring Harbor Press, 
Plainview, NY; Ausubel et al., (1987) in “Current Protocols 
in Molecular Biology, John Wiley and Sons, NeW York 
NY). Radiolabelling klts are also commercially available. 
The MART-1 nucleic acid sequence used as a probe in 
step(c) of the bioassay may be RNA or DNA. Preferred 
methods of labelling the DNA sequences are With 32P using 
KlenoW enZyme or polynucleotide kinase. Preferred meth 
ods of labeling RNA or riboprobe sequences are With 32P or 
35S using RNA polymerases. In addition, there are knoWn 
non-radioactive techniques for signal ampli?cation includ 
ing methods for attaching chemical moieties to pyrimidine 
and purine rings (Dale, R. N. K. et al. (1973) Proc. Natl. 
Acad. Sci., 70:2238—2242; Heck, R. F. (1968) S. Am. Chem. 
Soc., 90:5518—5523), methods Which alloW detection by 
chemiluminescence (Barton, S. K. et al. (1992) J. Am. Chem. 
Soc., 114:8736—8740) and methods utiliZing biotinylated 
nucleic acid probes (Johnson, T. K. et al. (1983) Anal. 
Biochem., 133:125—131; Erickson, P. F. et al. (1982) J. of 
Immunology Methods, 51:241—249; Matthaei, F. S. et al 
(1986) Anal. Biochem., 157:123—128) and methods Which 
alloW detection by ?uorescence using commercially avail 
able products. Non-radioactive labelling kits are also com 
mercially available. 

Examples of biological samples that can be used in this 
bioassay include, but are not limited to, primary mammalian 
cultures, continuous mammalian cell lines, such as melano 
cyte cell lines, mammalian organs such as skin or retina, 
tissues, biopsy specimens, neoplasms, pathology specimens, 
and necropsy specimens. 

In a preferred embodiment, a 32P radiolabelled MART-1 
probe, as exempli?ed in Example 1, is used. Preferably the 
MART-1 probe is the full length cDNA in FIG. 1 (SEQ ID 
NO:1). The approximately 1.6 Kilobase (kb) cDNA (FIG. 1; 
SEQ ID NO:1) Was cloned into the vector and the resulting 
plasmid deposited With the American Type Culture Collec 
tion (ATCC) 12301 ParklaWn Drive, Rockville, Md. 20852 
USA on Apr. 14, 1994, and given ATCC Deposit Number 
75738. The full length MART-1 nucleic acid sequence can 
be isolated from the pCRII plasmid by digestion With 
HINDIII and XhoI restriction enZymes. This 1.6 kb nucleic 
acid sequence can then be used as a probe. This probe is used 
to detect MART-1 mRNA in total RNA or poly A+ RNA 
isolated from a variety of tissues or biological samples. 

In another embodiment, combinations of oligonucleotide 
pairs based on the MART-1 sequence in FIG. 1 (SEQ ID 
NO.:1) are used as Polymerase Chain Reaction (PCR) 
primers to detect MART-1 mRNA in a biological sample. 
These primers can be used in a method folloWing the reverse 
transcriptase—Polymerase Chain Reaction (RT-PCR) pro 
cess for amplifying selected RNA nucleic acid sequences as 
detailed in Ausubel et al., (eds) (1987) In “Current Protocols 
in Molecular Biology” Chapter 15, John Wiley and Sons, 
NeW York, NY. The oligonucleotides can be synthesiZed by 
automated instruments sold by a variety of manufacturers or 
can be commercially prepared based upon the nucleic acid 
sequence of this invention. One skilled in the art Will knoW 
hoW to select PCR primers based on the MART-1 nucleic 
acid sequence for amplifying MART-1 RNA in a sample. 

The MART-1 nucleic acid sequence or portions thereof 
(FIG. 1: SEQ ID NO:1) of this invention are useful to detect 
alterations of the MART-1 gene in normal or diseased 
mammalian tissue. By alteration, We mean additions, 
deletions, substitutions or duplications in the MART-1 gene 
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sequence or gene ampli?cation of the MART-1 gene 
sequence. Therefore, another aspect of the present invention 
relates to an assay for detecting alterations of the MART-1 
gene in a biological sample comprising the steps of (a) 
contacting all or part of the nucleic acid sequence of this 
invention With genomic DNA isolated from a biological 
sample under conditions alloWing a complex to form 
betWeen said nucleic acid sequence and said genomic DNA, 
(b) detecting said complexes, and (c) determining alterations 
in said MART-1 gene by comparison to a control sample. 

Standard methods for isolating DNA from a biological 
sample, detecting alterations in a gene and detecting com 
plex betWeen the MART-1 nucleic acid probe and genomic 
DNA sequences are provided in manuals such as Sambrook 
et al., (eds) (1989) “Molecular Cloning, A Laboratory 
Mineral”, Cold Spring Harbor Press, Plainview, NY. and in 
Ausubel et al., (eds) (1987) in “Current Protocols in Molecu 
lar Biology” John Wiley and Sons, NeW York, NY. 
The MART-1 nucleic acid sequences of this invention 

(FIG. 1; SEQ ID No:1) can also be used as probes to isolate 
the MART-1 homologs in other species. In a preferred 
embodiment the MART-1 cDNA (FIG. 1; SEQ ID No:1) is 
used to screen a mammalian cDNA library, positive clones 
are selected and sequenced. Examples of tissue sources from 
Which the cDNA library can be synthesiZed include, but are 
not limited to skin, retina, melanocytes, neonatal skin and 
embryos. Preferably a melanoma library is screened using 
the MART-1 cDNA as a probe (FIG. 1; SEQ ID No. 1). One 
skilled in the art Will understand the appropriate hybridiZa 
tion conditions to be used to detect the homologs. Conven 
tional methods for nucleic acid hybridiZation, construction 
of libraries and cloning techniques are described in Sam 
brook et al., (eds) (1989) In “Molecular Cloning A Labora 
tory Manual” Cold Spring Harbor Press, Plainview, NY. and 
Ausubel et al., (eds) in “Current Protocols in Molecular 
Biology” (1987), John Wiley and Sons, NeW York, NY. 

It is knoWn that all or parts thereof of the MART-1 protein 
is an antigen present on melanoma cells. It is therefore 
another aspect of this invention to provide MART-1 nucleic 
acid probes to be utiliZed in detecting MART-1 RNA or 
alterations in the level of MART-1 mRNA in biological 
sample isolated from a mammal afflicted With a disease. 
Examples of such diseases, include but are not limited to, 
melanomas. By alterations in the level of MART-1 mRNA 
We mean an increase or decrease in the level of an RNA 

relative to a control sample or the appearance or disappear 
ance of the MART-1 mRNA relative to a control sample. 
Detection in the alterations of MART-1 mRNA Will alloW 
for diagnosis or the assessment of the diseased state. 
Therefore, alterations in the level of MART-1 mRNAmay be 
predictive of the prognosis for the afflicted mammal. 

In another embodiment the nucleic acid of this invention 
can be used in in situ hybridiZation on mammalian tissues to 
determine the precise site or subcellular site of expression of 
the MART-1 gene Within a tissue. A preferred method of 
labeling the MART-1 nucleic acid sequence is synthesiZing 
a 35S-labeled RNA probe by in vitro transcription utiliZing 
SP6 polymerase. In the MART-1 plasmid (ATCC Deposit 
#75738) the sense strand is under the control of the T7 
promoter, the antisense strand is under the SP6 promoter. It 
is preferable that the probe be hydrolyZed to a probe length 
of approximately 400—200 base pairs. Conventional meth 
ods for preparation of tissues for in situ, synthesis of probes 
and detection of signal can be found in Ausubel et. al., (eds) 
(1987) in “Current Protocols in Molecular Biology,” John 
Wiley and Sons, NeW York, NY. Chapter 14 and Vander 
Ploeg, M., Raap A. K. (1988) In “NeW Frontiers in Cytol 
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ogy” Goerttler, K., Feichter, G E, Witte. S. (eds) pp 13—21 
Springer-Verlag, NY. The probe is then contacted With 
mammalian tissue sections and in situ analyses performed 
by conventional methods. Examples of tissues that can be 
used include, but are not limited to, mammalian embryos, 
adult mammalian tissues, such as skin, lymph nodes and 
retina, biopsy specimens, pathology specimens and 
necropsy specimens. In a preferred embodiment, MART-1 in 
situ probes may be used to evaluate MART-1 RNA expres 
sion in diseased tissue for invasive early melanoma to 
characteriZe radial and vertical groWth phases of the mela 
noma lesion and assess the margins of the disease Within the 
tissue. 

In yet another embodiment of this invention all or parts 
thereof of the MART-1 (SEQ ID NO:1) nucleic acid 
sequence can be used to generate transgenic animals. Pref 
erably the MART-1 gene is introduced into an animal or an 
ancestor of the animal at an embryonic stage, preferably at 
the one cell stage and generally not later than about the eight 
cell stage. There are several means by Which transgenic 
animals carrying a MART-1 gene can be made. One method 
involves the use of retroviruses carrying all or part of the 
MART-1 sequence. The retroviruses containing the trans 
gene are introduced into the embryonic animal by transfec 
tion. Another methods involves directly injecting the trans 
gene into the embryo. Yet another methods employs the 
embryonic stem cell method or homologous recombination 
method knoWn to Workers in the ?eld. Examples of animals 
into Which the MART-1 transgene can be introduced include 
but are not limited to, primates, mice, rats or other rodents. 
Such transgenic animals may be useful as biological models 
for the study of melanoma and to evaluate diagnostic or 
therapeutic methods for melanoma. 

This invention further comprises an antibody or antibod 
ies reactive With the MART-1 protein or peptides or modi 
?ed peptides or analogs thereof having the amino acid 
sequence de?ned in FIG. 1 (SEQ ID NO:2) or a unique 
portion thereof. In this embodiment of the invention the 
antibodies are monoclonal or polyclonal in origin. MART-1 
protein or peptides used to generate the antibodies may be 
from natural or recombinant sources or generated by chemi 
cal synthesis. Natural MART-1 proteins can be isolated from 
mammalian biological samples. Biological samples include, 
but are not limited to mammalian tissues such as fresh 

melanoma, skin, retina, primary or continuous cultures of 
mammalian cells such as melanoma cultures or cultured 
melanocytes. The natural MART-1 proteins may be isolated 
by the same methods described above for recombinant 
proteins. Recombinant MART-1 proteins or peptides may be 
produced and puri?ed by conventional methods. Synthetic 
MART-1 peptides may be custom ordered or commercially 
made based on the predicted amino acid sequence of the 
present invention (FIG. 1; SEQ ID:2) or synthesiZed by 
methods knoWn to one skilled in the art (Merri?eld, R. B. 
(1963) J. Amer Soc. 85:2149). Examples of MART-1 pep 
tides include, but are not limited to, are AAGIGILTV (M9-2; 
SEQ. ID NO. 4), EAAGIGILTV (M10-3; SEQ. ID NO. 17) 
and AAGIGILTVI (M10-4; SEQ. ID NO. 18) (peptides are 
presented in single letter amino acid code). The most pre 
ferred peptide is AAGIGILTV (SEQ ID NO:4). 

Alternatively, peptides derived form the MART-1 protein 
sequence may modi?ed to increase their immunogenicity by 
enhancing binding of the peptide to the MHC molecules in 
Which the peptide is presented. Examples of such modi?ed 
MART-1 peptides that may used are shoWn, but not limited 
to, the peptides in Table 14. In a preferred embodiment the 
MART-1 peptide that is modi?ed to enhance its binding to 
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MHC ClassI molecules is AAGIGILTV (SEQ ID NO:4). By 
Way of example, the modi?ed peptides ALGIGILTV (M9 
2-2L), WAGIGILTV (M9-2-1W), FAGIGILTV (M9-2-1F) 
and AAYIGILTV (M9-2-3Y). The peptide or modi?ed pep 
tide may be conjugated to a carrier molecule to enhance the 
antigenicity of the peptide. Examples of carrier molecules, 
include, but are not limited to, human albumin, bovine 
albumin, lipoprotein and keyhole limpet hemo-cyanin 
(“Basic and Clinical Immunology” (1991) Stites, D. P. and 
Terr A. I. (eds) Appleton and Lange, NorWalk Conn., San 
Mateo, Calif.). 

Exemplary antibody molecules for use in the detection 
methods of the present invention are intact immunoglobulin 
molecules, substantially intact immunoglobulin molecules 
or those portions of an immunoglobulin molecule that 
contain the antigen binding site, including those portions of 
immunoglobulin molecules knoWn in the art as F(ab), F(ab‘); 
F(ab‘)2 and Polyclonal or monoclonal antibodies may 
be produced by methods knoWn in the art. (Kohler and 
Milstein (1975) Nature 256, 495—497; Campbell “Mono 
clonal Antibody Technology, the Production and Character 
iZation of Rodent and Human Hybridomas” in Burdon et al. 
(eds.) (1985) “Laboratory Techniques in Biochemistry and 
Molecular Biology,” Volume 13, Elsevier Science 
Publishers, Amsterdam). The antibodies or antigen binding 
fragments may also be produced by genetic engineering. The 
technology for expression of both heavy and light chain 
genes in E. coli is the subject of the PCT patent applications: 
publication number WO 901443, WO 901443 and WO 
9014424 and in Huse et al. (1989) Science 246:1275—1281. 
The antibodies of this invention may react With native or 

denatured MART-1 protein, peptides or analogs thereof, or 
modi?ed peptides an analogs thereof. The speci?c immu 
noassay in Which the antibodies are to be used Will dictate 
Which antibodies are desirable. Antibodies may be raised 
against the MART-1 protein or portions thereof or against 
synthetic peptides homologous to the MART-1 amino acid 
sequence. 

In one embodiment the antibodies of this invention are 
used in immunoassays to Detect the novel MART-1 protein 
in biological samples. In this method the antibodies of the 
present invention are contacted With a biological sample and 
the formation of a complex betWeen the MART-1 antigen 
and antibody is detected. Immunoassays of the present 
invention may be radioimmunoassay, Western blot assay, 
immuno?uorescent assay, enZyme immunoassay, chemilu 
minescent assay, immunohistochemical assay and the like. 
(In “Principles and Practice of Immunoassay” (1991) Chris 
topher P. Price and David J. Neoman (eds), Stockton Press, 
NeW York, NY; Ausubel et al. (eds) (1987) in “Current 
Protocols in Molecular Biology” John Wiley and Sons, NeW 
York, Standard techniques knoWn in the art for ELISA 
are described in Methods in Immunoa'iagnosis, 2nd Edition, 
Rose and BigaZZi, eds., John Wiley and Sons, NeW York 
1980 and Campbell et al., Methods of Immunology, W. A. 
Benjamin, Inc., 1964, both of Which are incorporated herein 
by reference. Such assays may be direct, indirect, 
competitive, or noncompetitive immunoassays as described 
in the art (In “Principles and Practice of Immunoassay” 
(1991) Christopher P. Price and David J. Neoman (eds), 
Stockton Pres, NeW York, NY; Oellirich, M. 1984. J. Clin. 
Chem. Clin. Biochem. 22: 895—904) Biological samples 
appropriate for such detection assays include mammalian 
tissues, melanoma and melanocyte cell lines, skin, retina, 
lymph nodes, pathology specimens, necropsy specimens, 
and biopsy specimens. Proteins may be isolated from bio 
logical samples by conventional methods described in 
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(Ausubel et al., (eds) (1987) in “Current Protocols in 
Molecular Biology” John Wiley and Sons, NeW York, 

The antibodies of this invention can therefore be used in 
immunoassays to detect MART-1 antigen or alteration in the 
level of expression of the MART-1 antigen in biological 
samples isolated from mammals afflicted with a disease or 
disorder. Examples of biological samples include, but are 
not limited to, mammalian tissues, biopsy tissue samples, 
melanoma and lymph node biopsy samples, pathology and 
tissue samples. Examples of diseases that can be assessed by 
these immunoassays, include, but are not limited to, mela 
nomas and tissues Which are secondary sites for melanoma 
metastasis. By alteration in level of expression, We mean an 
increase or decrease of the MART protein or portions thereof 
relative to a control sample. Alteration is also meant to 
encompass substitution, deletion or addition mutants of the 
MART-1 protein. Such mutations can be determined by 
using the antibodies of this invention knoWn to react With 
speci?c epitopes of the MART-1 protein and determining 
Which epitopes are present relative to a control. The anti 
bodies of this invention can therefore be used in an immu 
noassay to diagnose, assess or prognoses a mammal afflicted 
With the disease. 

In a preferred embodiment, the MART-1 antibodies of this 
invention are used to assess the presence of the MART-1 
antigen from a tissue biopsy of a mammal afflicted With 
melanoma using immunocytochemistry. Such assessment of 
the delineation of the MART-1 antigen in a diseased tissue 
can be used to prognose the progression of the disease in a 
mammal afflicted With the disease. Speci?cally the MART-1 
antibodies can be used to characteriZe the radial and vertical 
groWth phases of the melanoma lesion. Conventional meth 
ods for immunohistochemistry are described in (HarloW and 
Lane (eds) (1988) In “Antibodies A Laboratory Manual”, 
Cold Spinning Harbor Press, Cold Spring Harbor, NY; 
Ausbel et al. (eds) (1987). In Current Protocols In Molecular 
Biology, John Wiley and Sons (NeW York, 

In another embodiment, antibodies of this invention may 
be used to purify the MART-1 protein or portions thereof. 
Immunoaf?nity chromatography can be performed by con 
ventional methods knoWn to one skilled in the art (Ausubel 
et al. (eds) (1987) in “Current Protocols in Molecular 
Biology” John Wiley and Sons, NeW York, 

In another preferred embodiment rabbit antisera contain 
ing antibodies Which speci?cally recogniZe the MART-1 
protein is used to detect said protein in Western Blot 
Analysis. Such antisera is directed to all, or a part or parts 
of the MART-1 protein or synthetic peptides derived from 
the MART-1 protein sequence. Preferably a MART-1 syn 
thetic peptide derived from the MART-1 predicted amino 
acid sequence is used (FIG. 1; SEQ ID NO:2). Alternatively, 
modi?ed MART-1 peptides may be used. The peptide is 
synthesiZed by standard methods on an automated peptide 
synthesiZer and puri?ed by high pressure liquid chromatog 
raphy (HPLC) as described in Example 2. The puri?ed 
peptide may be conjugated to a carrier as described in (M. 
BodansZky (1984) “Principles of Peptide Synthesis,” 
Springer Verlag, NeW York, NY). Using conventional 
methods, rabbits may be immuniZed With the MART-1 
protein or peptide conjugated to carriers. Preferably about 
0.1 to about 10 (mg) of antigen in adjuvant may be used, 
most preferably about 1 mg of antigen in adjuvant may be 
used. The animal receives similar booster doses and antisera 
titer is assessed by ELISA assay. Satisfactory levels of 
antisera are obtained When the anti-peptide antibody titer 
reaches a plateau. This antibody can be used in the standard 
immunoassays described above. 
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T-lymphocytes recogniZe antigen in association With 

Class I or Class II MHC molecules in the form of a peptide 
fragment bound to an MHC molecule. The degree of peptide 
binding to a given MHC allele is based on amino acids at 
particular positions Within the peptide (Parker et al. (1992) 
Journal oflmmunology 14913580; Kubo, et al. (1994) Jour 
nal oflmmunology 52:3913—3924; Ruppert J. et al. (1993) 
Cell 74:929—937; Falk et al. (1991) Nature 351:290—296, 
each of Which is herein incorporated by reference). 
Therefore, another embodiment of this invention relates to 
peptides derived from the MART-1 protein sequence (FIG. 
1; SEQ ID NO:2) Which have been modi?ed to increase 
immunogenicity by enhancing binding of the peptide to the 
MHC molecule With Which the peptide is associated. By Way 
of example, modi?cation may include substitution, deletion 
or addition of an amino acid in the given immunogenic 
peptide sequence or mutation of existing amino acids Within 
the given immunogenic peptide sequence, or derivatiZation 
of existing amino acids Within the given immunogenic 
peptide sequence. Any amino acid comprising the immuno 
genic peptide sequence may be modi?ed in accordance With 
this invention. In a preferred embodiment at least one amino 
acid is substituted or replaced Within the given immunogenic 
peptide sequence. Any amino acid may be used to substitute 
or replace a given amino acid Within the immunogenic 
peptide sequence. Modi?ed peptides are intended to include 
any immunogenic MART-1 peptide Which has been modi 
?ed and exhibits enhanced binding to the MHC molecule 
With Which it associates When presented to the T-cell. 
By Way of example, the HLA-A2 allele binds peptides of 

nine or ten amino acids. Examples of positions Within the 
peptide that may be altered to enhance binding include, but 
are not limited to, the ?rst position, the second position, the 
third position and the last position of the peptide. Any amino 
acid may be used to substitute or replace these positions 
Within the immunogenic peptide sequence. For enhanced 
binding to HLA-A2 the amino acid at the second position of 
the peptide is preferably a hydrophobic aliphatic amino acid. 
Examples ot amino acids that may be used at the second 
position include, but are not limited to, leucine, methionine, 
alanine, isoleucine, valine, threonine or glycine. Preferably 
leucine or methionine is found at the second position of the 
peptide. The last amino acid of the peptide (either the 9th or 
10th amino acid depending on the length of the peptide) is 
preferably a hydrophobic aliphatic amino acid. Examples of 
amino acids that may be used in the last position of the 
peptide include, but are not limited to, valine, methionine, 
leucine, alanine, isoleucine, threonine or glycine. Preferably 
valine is found at the last position in the peptide. The amino 
acids at the ?rst and third positions in the peptide may also 
be modi?ed to enhance binding of the peptide to the MHC 
Class I molecule. The amino acids at the ?rst and third 
positions in the peptide may be any amino acid. Preferably, 
the amino acids at the ?rst and third positions are hydro 
phobic aliphatic amino acids or aromatic amino acids. 
Examples of amino acids that maybe used at these positions 
include, but are not limited to, leucine, methionine, valine, 
alanine, isoleucine, threonine, glycine, tryptophan, 
phenylalanine, tyrosine, serine, aspartic acid, or lysine. 
Examples of MART-1 peptides that may be modi?ed 
include, but are not limited to, AAGIGILTV (SEQ ID 
NO:4), EAAGIGILTV (SEQ ID NO:17) and AAGIGILTVI 
(SEQ ID NO:18) (peptides are presented in single letter 
amino acid code). By Way of example the immunogenic 
MART-1 peptide AAGIGILTV (SEQ ID NO:4) may be 
modi?ed according to the folloWing formula 
X1X2X3IGILTX4 Wherein 



US 6,270,778 B1 
15 

X1 may be any amino acid, preferably any hydrophobic 
aliphatic amino acid, or aromatic amino acid. Examples of 
amino acids that may be used, but are not limited to, alanine, 
tryptophan, phenylalanine, tyrosine, lysine, isoleucine, 
leucine, methionine, threonine, glycine or serine. 
X2 may be any hydrophobic amino acid, preferably an 

aliphatic hydrophobic amino acids. Examples of amino 
acids that may be used include, but are not limited to, 
leucine, methionine, isoleucine, valine, threonine, alanine or 
glycine. 
X3 may be any amino acid, preferably any hydrophobic 

aliphatic amino acid, or aromatic amino acid. Examples of 
amino acids that may be used include, but are not limited to, 
tryptophan, phenylalanine, tyrosine, lysine, aspartic acid, 
serine, alanine, glycine, isoleucine, valine, or threonine. 
X4 may be any hydropbic amino acid, preferably a 

hydrophobic aliphatic amino acid. Examples of amino acids 
that may be used include, but are not limited to, valine, 
leucine, isoleucine, alanine, threonine, or glycine. 

Examples of modi?ed-AAGIGILTV (SEQ ID NO:4) pep 
tide sequences that may be produced are shoWn but not 
limited to the peptides in Table 14 (Example 5). 

This invention further includes analogs of these immu 
nogenic modi?ed peptides derived from the MART-1 amino 
acid sequence (FIG. 1; SEQ ID NO:2) Which have been 
modi?ed. The term analog is intended to include any peptide 
Which displays the functional aspects of these modi?ed 
peptides. The term analog also includes conservative sub 
stitutions or chemical derivatives of these modi?ed peptides 
as described above. These modi?ed peptides may be syn 
thetically or recombinantly produced by conventional meth 
ods. 

The recombinant or natural MART-1 protein, peptides, or 
analogs thereof, or modi?ed MART-1 peptides, or analogs 
thereof may be used as a vaccine either prophylactically or 
therapeutically. When provided prophylactically the vaccine 
is provided in advance of any evidence of melanoma. The 
prophylactic administration of the MART-1 vaccine should 
serve to prevent or attenuate melanoma in a mammal. In a 

preferred embodiment mammals, preferably human, at high 
risk for melanoma are prophylactically treated With the 
vaccines of this invention. Examples of such mammals 
include, but are not limited to, humans With a family history 
of melanoma, humans With a history of atypical moles, 
humans With a history of FAM-M syndrome or humans 
afflicted with melanoma previously resected and therefore at 
risk for reoccurrence. When provided therapeutically, the 
vaccine is provided to enhance the patient’s oWn immune 
response to the tumor antigen present on the melanoma or 
metastatic melanoma. The vaccine, Which acts as an 
immunogen, may be a cell, cell lysate from cells transfected 
With a recombinant expression vector, cell lysates from cells 
transfected With a MART-1 recombinant expression vector, 
or a culture supernatant containing the expressed protein. 
Alternatively, the immunogen is a partially or substantially 
puri?ed recombinant MART-1 protein, peptide or analog 
thereof or modi?ed peptides or analogs thereof. The proteins 
or peptides may be conjugated With lipoprotein or admin 
istered in liposomal form or With adjuvant. 

While it is possible for the immunogen to be administered 
in a pure or substantially pure form, it is preferable to present 
it as a pharmaceutical composition, formulation or prepara 
tion. 

The formulations of the present invention, both for vet 
erinary and for human use, comprise an immunogen as 
described above, together With one or more pharmaceuti 
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cally acceptable carriers and, optionally, other therapeutic 
ingredients. The carrier(s) must be “acceptable” in the sense 
of being compatible With the other ingredients of the for 
mulation and not deleterious to the recipient thereof. The 
formulations may conveniently be presented in unit dosage 
form and may be prepared by any method Well-knoWn in the 
pharmaceutical art. 

All methods include the step of bringing into association 
the active ingredient With the carrier Which constitutes one 
or more accessory ingredients. In general, the formulations 
are prepared by uniformly and intimately bringing into 
association the active ingredient With liquid carriers or ?nely 
divided solid carriers or both, and then, if necessary, shaping 
the product into the desired formulation. 

Formulations suitable for intravenous intramuscular, 
subcutaneous, or intraperitoneal administration conve 
niently comprise sterile aqueous solutions of the active 
ingredient With solutions Which are preferably isotonic With 
the blood of the recipient. Such formulations may be con 
veniently prepared by dissolving solid active ingredient in 
Water containing physiologically compatible substances 
such as sodium chloride (e.g. 0.1—2.0M), glycine, and the 
like, and having a buffered pH compatible With physiologi 
cal conditions to produce an aqueous solution, and rendering 
said solution sterile. These may be present in unit or 
multi-dose containers, for example, sealed ampoules or 
vials. 

The formulations of the present invention may incorpo 
rate a stabiliZer. Illustrative stabiliZers are polyethylene 
glycol, proteins, saccharides, amino acids, inorganic acids, 
and organic acids Which may be used either on their oWn or 
as admixtures. These stabiliZers are preferably incorporated 
in an amount of 0.11—10,000 parts by Weight per part by 
Weight of immunogen. If tWo or more stabiliZers are to be 
used, their total amount is preferably Within the range 
speci?ed above. These stabiliZers are used in aqueous solu 
tions at the appropriate concentration and pH. The speci?c 
osmotic pressure of such aqueous solutions is generally in 
the range of 0.1—3.0 osmoles, preferably in the range of 
0.8—1.2. The pH of the aqueous solution is adjusted to be 
Within the range of 5.0—9.0, preferably Within the range of 
6—8. In formulating the immunogen of the present invention, 
anti-adsorption agent may be used. 

Additional pharmaceutical methods may be employed to 
control the duration of action. Controlled release prepara 
tions may be achieved through the use of polymer to 
complex or absorb the proteins or their derivatives. The 
controlled delivery may be exercised by selecting appropri 
ate macromolecules (for example polyester, polyamino 
acids, polyvinyl, pyrrolidone, ethylenevinylacetate, 
methylcellulose, carboxymethylcellulose, or protamine 
sulfate) and the concentration of macromolecules as Well as 
the methods of incorporation in order to control release. 
Another possible method to control the duration of action by 
controlled-release preparations is to incorporate the 
MART-1 protein, peptides and analogs thereof into particles 
of a polymeric material such as polyesters, polyamino acids, 
hydrogels, poly(lactic acid) or ethylene vinylacetate copoly 
mers. Alternatively, instead of incorporating these agents 
into polymeric particles, it is possible to entrap these mate 
rials in microcapsules prepared, for example, by coacerva 
tion techniques or by interfacial polymeriZation, for 
example, hydroxymethylcellulose or gelatin-microcapsules 
and poly(methylmethacylate) microcapsules, respectively, 
or in colloidal drug delivery systems, for example, 
liposomes, albumin microspheres, microemulsions, 
nanoparticles, and nanocapsules or in macroemulsions. 
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When oral preparations are desired, the compositions may 
be combined With typical carriers, such as lactose, sucrose, 
starch, talc magnesium stearate, crystalline cellulose, methyl 
cellulose, carboxymethyl cellulose, glycerin, sodium algi 
nate or gum arabic among others. 

The proteins of the present invention may be supplied in 
the form of a kit, alone, or in the form of a pharmaceutical 
composition as described above. 

Vaccination can be conducted by conventional methods. 
For example, the immunogen can be used in a suitable 
diluent such as saline or Water, or complete or incomplete 
adjuvants. Further, the immunogen may or may not be 
bound to a carrier to make the protein immunogenic. 
Examples of such carrier molecules include but are not 
limited to bovine serum albumin (BSA), keyhole limpet 
hemocyanin (KLH), tetanus toxoid, and the like. The immu 
nogen also may be coupled With lipoproteins or adminis 
tered in liposomal form or With adjuvants. The immunogen 
can be administered by any route-appropriate for antibody 
production such as intravenous, intraperitoneal, 
intramuscular, subcutaneous, and the like. The immunogen 
may be administered once or at periodic intervals until a 
signi?cant titer of anti-MART-1 immune cells or anti 
MART-1 antibody is produced. The presence of anti 
MART-1 immune cells may be assessed by measuring the 
frequency of precursor CTL (cytoxic T-lymphocytes) 
against MART-1 antigen prior to and after immuniZation by 
a CTL precursor analysis assay (Coulie, P. et al., (1992) 
International Journal Of Cancer 50:289—297). The antibody 
may be detected in the serum using the immunoassay 
described above. 

The administration of the vaccine or immunogen of the 
present invention may be for either a prophylactic or thera 
peutic purpose. When provided prophylactically, the immu 
nogen is provided in advance of any evidence or in advance 
of any symptom due to melanoma. The prophylactic admin 
istration of the immunogen serves to prevent or attenuate 
melanoma in a mammal. When provided therapeutically, the 
immunogen is provided at (or shortly after) the onset of the 
disease or at the onset of any symptom of the disease. The 
therapeutic administration of the immunogen serves to 
attenuate the disease. 

A preferred embodiment is a vaccine prepared using 
recombinant MART-1 protein or peptide expression vectors. 
To provide a vaccine to an individual a genetic sequence 
Which encodes for all or part of the MART-1 nucleic acid 
sequence is inserted into a expression vector, as described 
above, and introduced into the mammal to be immuniZed. 
Examples of vectors that may be used in the aforementioned 
vaccines include, but are not limited to, defective retroviral 
vectors, adenoviral vectors vaccinia viral vectors, foWl pox 
viral vectors, or other viral vectors (Mulligan, R. C., (1993) 
Science 260:926—932). The viral vectors carrying all or part 
of the MART-1 nucleic sequence can be introduced into a 
mammal either prior to any evidence of melanoma or to 
mediate regression of the disease in a mammal afflicted With 
melanoma. Examples of methods for administering the viral 
vector into the mammals include, but are not limited to, 
exposure of cells to the virus ex vivo, or injection of the 
retrovirus or a producer cell line of the virus into the affected 
tissue or intravenous administration of the virus. Alterna 
tively the viral vector carrying all or part of the MART-1 
nucleic acid sequence may be administered locally by direct 
injection into the melanoma lesion or topical application in 
a pharmaceutically acceptable carrier. The quantity of viral 
vector, carrying all or part of the MART-1 nucleic acid 
sequence, to be administered is based on the titer of virus 
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particles. A preferred range of the immunogen to be admin 
istered may be about 106 to about 1011 virus particles per 
mammal, preferably a human. After immuniZation the ef? 
cacy of the vaccine can be assessed by production of 
antibodies or immune cells that recogniZe the antigen, as 
assessed by speci?c lytic activity or speci?c cytokine pro 
duction or by tumor regression. One skilled in the art Would 
knoW the conventional methods to assess the aforemen 
tioned parameters. If the mammal to be immuniZed is 
already afflicted With melanoma or metastatic melanoma the 
vaccine can be administered in conjunction With other 
therapeutic treatments. Examples of other therapeutic treat 
ments includes, but are not limited to, adoptive T cell 
immunotherapy, coadministration of cytokines or other 
therapeutic drugs for melanoma. 

Alternatively all or parts thereof of a substantially or 
partially puri?ed the MART-1 protein may be administered 
as a vaccine in a pharmaceutically acceptable carrier. Ranges 
of MART-1 protein that may be administered are about 
0.001 to about 100 mg per patient, preferred doses are about 
0.01 to about 100 mg per patient. In a preferred embodiment, 
the MART-1 peptide AAGIGILTV (SEQ. ID NO. 4) 
(presented in single letter code) or analogs thereof is admin 
istered therapeutically or prophylactically to a mammal in 
need of such treatment. Alternatively, modi?ed MART-1 
peptides, examples of Which are presented in Table 14 may 
be used. Preferred doses may be about 0.001 mg to about 
100 mg, most preferred are about 0.01 mg to about 100 mg. 
The peptide may be synthetically or recombinantly pro 
duced. ImmuniZation is repeated as necessary, until a suf 
?cient titer of anti-immunogen antibody or immune cells has 
been obtained. 

In yet another alternative embodiment a viral vector, such 
as a retroviral vector, can be introduced into mammalian 
cells. Examples of mammalian cells into Which the retroviral 
vector can be introduced include, but are not limited to, 
primary mammalian cultures or continuous mammalian 
cultures, COS cells, NIH3T3, or 293 cells (ATTC #CRL 
1573). The means by Which the vector carrying the gene may 
be introduced into a cell includes, but is not limited to, 
microinjection, electroporation, transfection or transfection 
using DEAE dextran, lipofection, calcium phosphate or 
other procedures knoWn to one skilled in the art (Sambrook 
et al. (EDS) (1989) in “Molecular Cloning. A laboratory 
manual”, Cold Spring Harbor Press PlainvieW, The 
mammalian cells expressing the MART-1 antigen can be 
administered to mammals and serve as a vaccine or immu 

nogen. Examples of hoW the cells expressing MART-1 
antigens can be administered include, but is not limited to, 
intravenous, intraperitoneal or intralesional. In a preferred 
embodiment, the part of the MART-1 nucleic acid sequence 
corresponding to the peptide AAGIGILTV (SEQ ID NO:4) 
is inserted into the MART-1 expression vector and intro 
duced into the mammalian cells. Alternatively, a nucleic acid 
sequence corresponding to MART-1 peptides Which have 
been modi?ed to enhance their binding to MHC molecules 
may be used. By Way of example, the nucleic acid sequences 
encoding the modi?ed peptides shoWn in Table 14 may be 
inserted into an expressions vector and introduced With 
mammalian cells. 
The vaccine formulation of the present invention com 

prise an immunogen that induces an immune response 
directed against the melanoma associated antigens such as 
the melanoma associated MART-1 antigen. The vaccine 
formulations may be evaluated ?rst in animal models, ini 
tially rodents, and in nonhuman primates and ?nally in 
humans. The safety of the immuniZation procedures is 












































































































